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[ Abstract] Objective A visual metastasis model of hepatoma cells and cancer-associated fibroblasts ( CAFs) was
established using zebrafish to provide a preclinical model for CAFs-mediated mechanism research and therapeutic efficacy
evaluation of patients with tumor metastasis. Methods  After establishing a co-culture system, the proliferation and
migration of Huh7 cells were assessed by CCK8 and Transwell assays, respectively. Huh7 cells and CAFs labeled with
different fluorescent dyes were injected into the perivitelline space of zebrafish to establish a visual metastasis model. The
effects of CAFs on Huh7 cell migration and Huh7 cell binding to CAFs in blood vessels were observed. Results The
proliferation and migration of Huh7 cells co-cultured with CAFs were increased significantly. A visual metastasis model of

hepatoma cells and CAFs in zebrafish was established successfully. The migration and binding rate of Huh7 cells co-injected
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with CAFs were increased significantly. Conclusions CAFs promote migration of hepatoma cells, and most hepatoma cells

are tightly bound to CAFs in distal metastases. Therefore, fibroblasts of solid tumors can be targeted to block their support

of tumors and provide a new strategy for cancer therapy.
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Note. Distribution of Vimentin protein was detected by immunofluorescent staining.

Figure 1 Expressions of Vimentin in CAFs/NFs cells
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Figure 2 Effect of CAFs on the proliferation of Huh7 cells
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Figure 3 Effect of CAFs on the migration of Huh7 cells
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Note. A. Huh7 cells and CAFs/NFs were implanted into the perivitelline space of each zebrafish, which could construct the visual metastasis model

of Huh7 cells and CAFs in zebrafish. Red cells represented distally migrating Huh7 cells. Blue cells represented distally migrating CAFs/NFs.

Purple cells represented Huh7 cells co-stained with CAFs/NFs. B. 4 days after injection, the number of distally migrating Huh7 cells around the tail

cloaca of zebrafish was counted and statistically analyzed. C. Binding rate of Huh7 to CAFs /NFs in zebrafish blood vessels was statistically analyzed.

Compared with group NFs, *P < 0. 05.

Figure 4 Construction of visual metastasis model of Huh7 cells and CAFs in zebrafish(n = 8)
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